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Abstract
In zebrafish, the gene choline acetyltransferase a (chata) encodes one of the two ChAT
orthologs responsible for the synthesis of acetylcholine. Acetylcholine (ACh) is essential for
neuromuscular transmission and its impaired synthesis by ChAT can lead to neuromuscular
junction disorders such as congenital myasthenic syndromes in humans. We have identified
a novel mutation in the chata gene of zebrafish, chatatk64, in a collection of uncharacterised
ENU-induced mutants. This mutant carries a missense mutation in the codon of a highly
conserved serine changing it to an arginine (S102R). This serine is conserved among
ChATs from zebrafish, rat, mice and chicken to humans. It resides within the catalytic
domain and in the vicinity of the active site of the enzyme. However, it has not been reported
so far to be required for enzymatic activity. Modelling of the S102R variant change in the
ChAT protein crystal structure suggests that the change affects protein structure and has a
direct impact on the catalytic domain of the protein which abolishes embryo motility almost
completely.
Introduction
Choline acetyltransferase (ChAT) is responsible for the synthesis of the neurotransmitter ace-
tylcholine (ACh), characteristic for the cholinergic neurons of the peripheral and central ner-
vous system (CNS). ChAT catalyses the reversible synthesis of ACh from acetyl-CoA and
choline [1, 2]. In the peripheral nervous system, ACh stimulates muscle contraction and in the
central nervous system it facilitates learning as well as short-term memory formation [2].
In humans, abnormal ChAT activity and impaired ACh synthesis are linked to a number of
neurodegenerative disorders, including Alzheimer disease, Huntington’s disease, schizophre-
nia, sudden infant death syndrome and amyotrophic lateral sclerosis [3]. Several recessive
mutations have been identified in human ChAT which cause congenital myasthenic syndrome
associated with episodic apnea (CMS-EA) [4–6]. The disorder results in severe muscular
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weakness and respiratory insufficiency with varied severity among patients. It has been shown
that CMS-EA caused by mutations in human ChAT is not due to abnormal ACh release in the
axon terminals, but to the impaired re-synthesis of ACh after uptake of recycled choline in the
axons [6,7].
Studies utilizing site directed mutagenesis in cDNA clones of Drosophila and rat ChAT
have shown that highly conserved histidine and arginine are critical for the enzymatic activity
[8–10]. Mutagenesis studies in rat ChAT have further shown that arginine 452 interacts with
acetyl-CoA, and mutation of this arginine in human ChAT leads to reduced affinity between
substrate and enzyme [10]. Histidine 324 in human ChAT (PDB ID 2fy2) [11] is essential for
the catalysis [2] and acts as a general site for nucleophilic attack on choline or acetyl-CoA
depending on the reaction’s direction [8,12]. A number of studies have focused on the bio-
chemical impact of mutations in ChAT that were identified in patients suffering from congeni-
tal myasthenic syndrome with episodic apnea (CMS-EA) [2,7,13]. However, only a small
number of such mutations are known in the human population, many of which may be hypo-
morphic. Thus, the identification of novel amino acid changes that lead to a reduction or loss
of ChAT activity can be of great value to understand the function of ChAT.
Here we report a novel missense mutation in a highly conserved serine residue, S102 of the
zebrafish gene choline acetyltransferase a, causing the embryo to be largely immotile. The
embryos do not show an escape response on touch, though some residual motility remains.
Sequence homology to human ChAT indicates that the mutation resides within the catalytic
domain of the protein near the active site histidine. In silico modelling of protein stability sug-
gests S102R affects ChATa function by rendering it unstable.
Results
The mutant allele tk64, exhibiting reduced embryonic motility from 24 hours post-fertilization
(hpf) onwards, was identified in a previous large-scale mutagenesis screen for N-ethyl-N-
nitrosourea (ENU) induced zebrafish mutants [14] but remained so far uncharacterised.
Homozygous tk64 mutant embryos do not hatch and require manual dechorionation. Initially
the body axis of mutants is curved (Fig 1C). Three hours after dechorionation, they straighten
up and become indistinguishable from wild-type embryos (Fig 1A and 1B). Touch stimulation
results in a considerably reduced response in the mutants compared to that of wild-type
embryos: At 48 hpf mutants only twitch in response to touch whereas the wild-type larvae
escape from the stimulus, shown in S1 and S2 Videos. The mutant response to touch worsens
with time although some residual motility is still present in the mutant at 72 hpf. Mutants
exhibit a very small amplitude of tail bending and therefore do not manage to escape the stim-
ulus. The heart beats at normal rate at 48 hpf but decreases over time and ceases around 5 dpf,
resulting in death. Furthermore, the swim bladder fails to inflate. Heterozygotes do not exhibit
any mobility or other obvious defects and become healthy adults.
Muscle structure is unaffected in the mutant
Evaluation of muscle integrity by birefringence of polarized light indicated that the overall
structure of the myofibrils is not markedly disrupted in 48 hpf embryos (Fig 1D–1E, 48 hpf).
Immunostaining confirmed that the myofibrillar components, α-actinin and F-actin are cor-
rectly arranged in Z and I bands respectively (Fig 1F–1G) in the mutant, and that titin and
slow muscle myosin are correctly localised. The myosepta required for proper anchoring of
muscle fibers do not show any disruption as revealed by β-sarcoglycan immunostaining (Fig
1H–1I). We next examined the subcellular distribution of mutant nicotinic acetylcholine
receptors (nAChR) by labelling with Alexa Fluor488-conjugated bungarotoxin, which binds to
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the α-subunit of the nAChR in the postsynaptic membrane [15]. We found that wild-type and
tk64 embryos show a similar punctate staining indicating nAChR clustering at the neuromus-
cular junctions. (Fig 1J–1K). We also labelled embryos at 72 hpf with an antibody directed
against acetylated α-tubulin to visualize the axons of motor neurons. Neither motor axons nor
other axonal projections such as those of the Rohon-Beard sensory neurons showed obvious
defects.
The tk64 allele represents a missense mutant of zebrafish chata
To determine the underlying mutation resulting in the tk64 phenotype, we performed linkage
mapping by whole genome sequencing and SNP analysis. We identified a region co-
Fig 1. Phenotype of chatatk64. Wild-type embryo (A), chatatk64 mutant 3 hours after de-chorionation (B) and immediately after de-chorionation
(C). Note that (B) is indistinguishable from (A). Birefringence is similar in wild-type (D) and chatatk64 mutant (E). Immunohistochemistry with
phalloidin (red) marking F-actin, and α-actinin (green) (F, G), β-sarcoglycan (H, I) and α-bungarotoxin (J, K) do not reveal differences between
wild-type (G, I, K) and chatatk64 mutant (F, H, J) at 48 hpf.
https://doi.org/10.1371/journal.pone.0207747.g001
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segregating with the mutation on chromosome 13 by applying our in-house mutation mapping
pipeline (manuscript in preparation) (Fig 2A and 2B). A critical region linked to the mutation
was identified between 25.48 Mb and 32.47 Mb on chromosome 13 (Fig 2A). All variants
inside this region that were homozygous in the mutant sample and heterozygous or homozy-
gous for the reference sequence in the wild-type sample were extracted and annotated (see
methods). After filtering out intergenic and low impact variations in coding regions, two mis-
sense mutations (Table 1) remained for further analysis: an A to C transversion giving rise to a
lysine to glutamine substitution at position 101 in the gene cxcl18a.1 (chemokine (C-X-C motif)
ligand 18a, duplicate 1); and a T to A transversion giving rise to a serine to arginine substitu-
tion at position 102 in chata (choline O-acetyltransferase a) (Fig 2C; Table 1). By applying the
SIFT algorithm [16] the mutation in chata was predicted to be deleterious (SIFT score of 0)
while that in cxcl18a.1 was predicted to be tolerated (SIFT score 3.1). Furthermore, chata is
known to be involved in locomotion via neuromuscular transmission [17], while cxcl18a.1 is a
member of a protein family involved in chemokine activity [18]. For these reasons, chata was
selected as the most likely candidate gene.
Fig 2. Linkage mapping of chatatk64. (A) Plot of all chromosomes showing the homozygosity score in mutant (red)
and wild-type (blue) samples, with chromosome 13 showing elevated homozygosity. (B) LOESS fit (in blue) of ratio of
fraction of homozygosity and fraction of heterozygosity of chromosome 13 yielding a clearly visible region linked to
the best candidate mutation in the middle of the peak (red dotted line). (C) Integrated Genomics Viewer (IGV) screen-
shot of the base change in the mutant with respect to forward strand: Chr13: 29,288,858 A to T.
https://doi.org/10.1371/journal.pone.0207747.g002
Table 1. Candidate mutations in the critical region of tk64. Ensembl variant effect predictor (VEP) [19] software identified candidates for missense mutations on chro-
mosome 13 (see Results section for details). A total of 101 variants were identified. Variants with low or "modifier" impact rating [19] were removed leaving variants with
moderate impact on only two genes. Transcripts with accession prefix “NM_” are from the RefSeq database. Transcripts with accession prefix “ENSDART” are from the
Ensembl database.
Location Variation Gene Transcripts Consequence Amino acid SIFT Score
13:29288858 A to T chata ENSDART00000024225
ENSDART00000150228
NM_001130719.1
NM_001130719.1
Missense S to R deleterious(0)
13:30563448 A to C cxcl18a.1 ENSDART00000108949 Missense K to Q tolerated(0.31)
https://doi.org/10.1371/journal.pone.0207747.t001
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It has been previously reported that the zebrafish mutant bajan (chatatf247) contains a point
mutation at a splice acceptor of zebrafish ChATa which gives rise to 3 different mutated tran-
scripts, all of them introducing a stop codon [17]. Three independent couples generated prog-
eny with close to the expected ratio of 25% of embryos with motility problems similar to those
observed in chatatk64 homozygotes (data not shown). Thus, bajan and chatatk64 did not com-
plement, indicating that chatatk64 carries a mutation in the zebrafish chata gene that leads to a
functionally deficient protein.
Replacement of Serine 102 by arginine in ChATa impairs its function
To further verify that the missense mutation found in chatatk64 is indeed responsible for the
observed phenotype, we performed rescue experiments. Wild-type chata and the chatatk64
allele were cloned from cDNA derived from wild-type and mutant embryos, respectively (Fig
3A).
Synthetic mRNAs of wild-type and mutant chatatk64 carrying the missense mutation were
injected into zygotes obtained from matings of heterozygous chatatk64 parents. Embryos were
examined at 48 hpf for their motility by the touch response assay. Since chatatk64 is recessive,
25% homozygous mutant embryos from crosses of heterozygous parents show the mutant phe-
notype in uninjected controls (Fig 3B). However, only 1% of the embryos resulting from such
crosses injected with wild-type chata mRNA showed a motility defect upon touch, suggesting
behavioural rescue (Fig 3B). The S102R mutant chatatk64 mRNA did not rescue the phenotype
(Fig 3B) resulting in approximately 25% motility mutants, thus confirming that the missense
mutation causing S102R is responsible for the observed motility phenotype.
In the course of our cDNA amplifications, we noted a shorter fragment that is weakly pres-
ent in PCR fragments amplified from wild-type and more strongly in PCR fragments from
mutant cDNA (Fig 3A). Sequencing of the PCR fragments revealed that these shorter frag-
ments represent the same mRNA variant that lacks exon 3. This suggests that in both wild-
type and mutants a chata variant is expressed which we refer to ΔEx3. Moreover, its abundance
is increased in the chatatk64 mutants. Because exon3 encodes part of the catalytic site of ChAT,
the deletion is predicted to abolish its enzymatic activity. To exclude any possibility that this
variant contributes to the observed motility phenotype, a synthetic mRNA encoding ΔEx3 was
injected into embryos derived from chatatk64 heterozygous parents. This variant was unable to
rescue the phenotype: approximately 30% embryos showed the motility defect (Fig 3B). More-
over, the remaining 70% of embryos did not show any additional defects, suggesting that at
least under these assay conditions ΔEx3 is non-functional and does not contribute to the
observed motility defect phenotype.
Serine to arginine change in ChATa affects protein secondary structure
We investigated the amino acid change in chatatk64 with respect to the protein structure. Zeb-
rafish ChATa S102 is a conserved amino acid among vertebrate orthologues (Fig 4). This cor-
responds to residue S215 in full length human ChAT isoform 2 (protein sequence:
NP065574.1). In the published ChAT protein crystal structure, PDB ID 2fy2, it corresponds to
S97 in the 70 kDa isoform of ChAT which is 118 residues shorter at the N-terminus than the
83 kDa isoform [11] (Fig 5C). This residue falls within a range of residues which constitutes a
turn/coil between α-helix (residues 92–96) and a β-sheet (residues 99–101). We ran several
prediction programs to determine the functional effect of the mutation on the protein struc-
ture and function. Using the protein crystal structure of human ChAT (PDB ID 2fy2) [11],
and introducing a S97R amino acid change in chain A, the mutation Cutoff Scanning Matrix
program (mCSM) [20] predicted an unstable protein. This program measures the difference of
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the Gibbs free energy of unfolding (in the absence of denaturant) between wild-type and
mutant. It resulted in a predicted stability change (ΔΔG) of -0.98 Kcal/mol. This negative value
categorizes the change as destabilizing. The functional impact of the S102R substitution was
also checked with PANTHER-PSEP (position-specific evolutionary preservation) v9.0 [21]
which predicted the change as “probably damaging” because the position in the protein has
been evolutionarily conserved for more than 450 million years (Fig 4).
We also performed protein structure prediction for zebrafish ChATa using Phyre2 (Protein
Homology/analogY Recognition Engine v2.0) [22]. As expected, the structure of the human
ChAT [11] scored for the maximum identity of around 68 percent which was then used for
ChAT protein structure analysis for the effect of mutation. Serine 97 resides in the catalytic
domain of the protein and in the vicinity of active site histidine 324 within a distance of 5 Å
(PDB ID 2fy2) (Fig 5A–5C) [11]. Introducing the amino acid change S97R, the protein struc-
ture accommodates the arginine without any clashes but the arginine forms new salt bridges
Fig 3. Variants of chata mRNA and rescue of the mutant phenotype. A. cDNA fragments amplified by RT-PCR, Left: Overlapping RT-PCR
amplicons obtained with three different primer pairs (P1, P2, P3). With each of the primer pair two different PCR products, with and without exon 3
were amplified from wild-type siblings, chatatk64 and unrelated wild-type cDNAs and confirmed by Sanger sequencing. From left, lane 1 wild-type
siblings; lane 2: homozygous chatatk64; lane 3 and 4: unrelated wild-type embryos. Right: Schematic diagram of the sequenced PCR products of
zebrafish chata, top: wild-type; middle: chatatk64; bottom: ΔEx3. For each of the primer pairs, the ΔEx3 product is more pronounced in the mutants
than in the siblings or unrelated wild-types. B. Wild-type chata mRNA rescues the chatatk64 phenotype. Embryos were assessed with respect to their
motility phenotype at 72 hpf after injection. In the wild-type mRNA injected embryos only 1% were mutants showing 99% rescue whereas the mRNA
with missense mutation as in chatatk64 (Mut_chata) and lacking exon 3 (ΔEx3_chata) gave a Mendelian ratio of mutants in the injected population.
Significance was checked with Student’s t-test at P<0.05. Asterisks and "n.s." above the bars represent significant and non-significant p values
respectively. Data shown is mean ± standard deviation (n� 17).
https://doi.org/10.1371/journal.pone.0207747.g003
Fig 4. Serine residue 102 of zebrafish ChATa is highly conserved. Multiple sequence alignment (residue range 50–
349 in human 70kDa CHAT Isoform R, UniProtKB ID: P28329-3) of vertebrate transcripts showing that serine and
histidine (active site) residues are highly conserved among human, mouse, rat and chicken.
https://doi.org/10.1371/journal.pone.0207747.g004
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and forms hydrogen bonds by its side chain, two with glutamine 309 by its donor NH and
NH2 groups, and with serine 307 by its donor NH2 group (Fig 5E). It maintains the salt bridge
with leucine 92 (Fig 5D). Also, arginine replaces the polar uncharged serine and introduces a
charge into the buried center of the protein in close vicinity of the active site (Fig 5C and 5E),
which possibly affects protein structure and is likely to interfere with the effectiveness of the
catalysis which correlates with the predicted SIFT score.
Discussion
In this study we report a new missense mutation in a highly conserved amino acid which
resides in the catalytic domain of ChATa, one of the two zebrafish orthologs of ChAT. cha-
tatk64 shows a strong reduction, but not a complete absence of motility, indicating residual syn-
aptic activity at the neuromuscular junction.
The phenotype resembles that of another mutant chata allele, chatatf247 (also called bajan),
which was previously reported in the zebrafish by Wang et al. [17]. Neither of the mutations
has an obvious effect on synaptogenesis. Immunohistochemistry using α-bungarotoxin con-
firmed no defect at post-synaptic receptors whereas electrophysiological recordings in the
bajan mutant showed a potential defect in the synaptic transmission: bajan shows a decreased
quantal size, attributable to incomplete filling of presynaptic vesicles with Ach [17]. The same
mechanism is likely to apply to tk64.
Fig 5. Human ChAT protein crystal structure and predicted effect of the chatatk64 mutation. (A) Front view of
protein crystal structure of human ChAT showing catalytic tunnel and (B) active site histidine H324. Residues 90 to
391 comprise the catalytic domain according to the human ChAT protein structure PDB ID 2fy2 (90–394 in 70 kDa
ChAT Isoform R, UniProtKB ID: P28329-3) [11]. The length of the N-terminal domain of the protein differs by 118
residues from the canonical protein isoform M (UniProtKB ID: P28329-1) and the structure starts at residue 8 [7,11].
(C) Serine residue in the vicinity of active site in the protein (residues 90–95 are removed from the structure for better
visualization). (D) Wild-type serine residue S97 forming a salt bridge a = 1.80 Å with residue L92 (residues 88–91 and
235–243 are deleted from the structure for better visualization). (E) Serine to arginine mutation S97R after structure
minimization in UCSF chimera. R97 (in red) forms a new H-bond with serine S307 b = 2.50Å; salt bridge with L92
d = 1.80 Å; and two new H-bonds with glutamine 309 c = [2.43 Å and 1.64 Å] (residues 86–90 and 236–246 are deleted
from the structure for better visualization).
https://doi.org/10.1371/journal.pone.0207747.g005
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Bajan contains a splice site mutation which creates a premature stop codon in all of its tran-
scripts upstream of the catalytic site. Injection of morpholinos directed against the translation
start site of bajan, blocking any potential residual translation, was shown to be early lethal
[17]. Together, these results [17] indicate that some residual zebrafish ChATa activity persists
in bajan. This activity could be either due to low-level alternative splicing of chata, or to upre-
gulation of a compensatory pathway (perhaps involving the paralogous gene, chatb [23] via
nonsense-mediated mRNA decay [24]). Both mechanisms would work only in bajan mutants,
but not in the morphants.
In contrast to bajan, we attribute the residual motility found in the tk64 allele to an altered,
rather than a truncated ChAT protein, preventing any effect of nonsense-mediated decay. The
mutated residue serine S102 is localized next to the catalytic site as inferred from the crystal
structure of human ChAT (Fig 5C). In comparison to the published protein crystal structure
(PDB ID 2fy2), the S97R change replaces the buried polar uncharged serine residue by a
charged arginine and creates new H-bonds with the residues glutamine 309 and serine 307,
both residing in the catalytic domain, which probably effect catalytic activity via incorrect pro-
tein folding and altered physiochemical properties. Alternatively, a direct involvement of S97
in catalysis cannot be ruled out [25–27]. Moreover, a motif containing S97 has been identified
as a potential phosphorylation site of ChAT [28].
In humans, so far a total of 32 missense or nonsense mutations have been reported in
ChAT [4,6,13,29–35], out of which 15 mutant alleles (all missense mutations), causing
CMS-EA, affect the catalytic domain of the protein [4,6,13,30–33]. Measurement of ChAT
enzyme activity and catalytic efficiency in studies by Arredondo et al. [7] and Ohno et al. [2]
shows that overall catalytic efficiency considerably decreases compared to that of wild-type
ChAT resulting in a range of activity levels. CMS patients carrying a V18M mutation (distal to
active site of ChAT) exhibit fourfold reduction of in vitro catalytic efficiency due to decreased
enzyme affinity for acetyl-CoA [13]. It was also reported that this mutation resulted in a
decreased steady state ChAT protein level in BOSC23 cells.
Morey et al 2016 [36] elucidated ChAT function and cellular stability by assessing the effect of
the highly conserved proline rich motif (14)PKLPVPP(20) surrounding the mutated valine resi-
due. Mutation of prolines in this motif (P17A/P19A) shows a dramatic decrease in both ChAT
half-life and steady state protein levels in neural cells. This disruption of the proline rich motif was
shown to enhance ubiquitination and proteosomal degradation of the mutated ChAT protein.
Furthermore, molecular chaperones like HSP70/HSP90 were shown to interact with ChAT, regu-
lating protein stability by compromising protein folding and promoting proteosomal degradation
of ubiquinated mutated ChAT proteins (V18M, A513T) [37]. Our mutation on the other hand is
in the catalytic domain and is expected to affect the protein conformation. An effect of the muta-
tion on enhancing ubiquitin-proteosome mediated degradation is less likely since this region is
neither proline nor lysine rich as target motifs for ubiquitination commonly are [38,39].
We conclude that our mutant, chatatk64 is the closest zebrafish model created so far for
human presynaptic CMS caused by missense mutations in ChAT. This model provides infor-
mation on a critical amino acid which can hamper the activity of choline acetyltransferase
enzyme resulting in impaired motility, if mutated. Therefore, it can help to better understand
the etiology of myasthenic syndromes.
Materials and methods
Ethics statement
All zebrafish husbandry work was performed in accordance with the German Animal Welfare
Act and was approved by the Regierungspra¨sidium Karlsruhe, Germany. A permit for
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experimental procedures or euthanasia was not required since no such procedures were car-
ried out later than 5 days post fertilization.
Fish stocks
Fish were obtained from frozen sperm stored at the European Zebrafish Resource Center
(EZRC). The fish were outcrossed against the AB wild-type line and raised as previously
described by Westerfield (1993) [40].
Immunohistochemistry
Immunohistochemistry was performed by standard methods using anti-α-actinin (Sigma);
anti - α -sarcoglycan (Novocastra); F59, which is specific to slow-muscle myosin isoforms
(slow-MHC, DSHB); anti-titin (T11; Sigma), which marks an epitope in the I-band region of
titin [41]; and monoclonal anti-acetylated tubulin, clone 6-11B-1 (Sigma). Alexa Fluor-conju-
gated phalloidin or bungarotoxin (Invitrogen) was applied after the secondary antibodies.
Optical sections were taken with a Leica TCS4D confocal microscope.
Library preparation
Whole genome DNA sequencing was performed with a HiSeq 1500 machine (Illumina) and a
compatible indexed library was generated as follows. The concentration of genomic DNA (ng/
μl) was quantified by the fluorometric method using Qubit (Thermo Fisher Scientific Inc.).
The amount equivalent to 1 μg DNA was processed with the S220 Focused-ultrasonicator
(Covaris Ltd, Brighton UK) in a glass vial (microTUBE AFA Fiber Pre-Slit Snap-Cap 6x16mm,
Covaris Ltd) to generate 350 bp DNA fragments which were used for indexed DNA library
preparation using the TruSeq Nano DNA LT Library Preparation Kit following the protocol
from Illumina. Briefly, after the sonication the overhangs of DNA fragments were converted to
blunt ends and a single adenine nucleotide was added to the 3’ ends for optimal adapter liga-
tion. Purified adapter-ligated DNA fragments were amplified by PCR (polymerase chain reac-
tion; 12–14 cycles) to enrich genomic DNA fragments. Quantity and quality of DNA library
was assessed with an Agilent 2100 Bioanalyzer using either a High Sensitivity DNA chip or
DNA 1000 chip. The DNA library (if necessary multiplexed) at 10 pM was used for cluster gen-
eration on a high-throughput sequencing flow cell using the cBot system (TruSeq PE Cluster
Kit v3), aiming at a cluster density of 750–850 k/mm2. Paired-end 50-bp sequencing was per-
formed with the HiSeq 1500 using TruSeq SBS Kit v3 reagents.
Mutation mapping
Quality assessment, pre-processing and alignment. Raw reads from both mutant and
wild-type samples were assessed for quality using FASTQC v0.11.4 [42]. Paired-end reads
were aligned to the zebrafish reference genome GRCz10 assembly using the Burrows-Wheeler
aligner (BWA v 0.7.12-r1039) commands “-aln” and “sampe” with parameters “-o 1 -n 0.01 -d
12 -e 12 -q 20” [43,44]. For better mapping results these optimum BWA parameters were used
to yield higher mapping percentage [44]. Reads were also trimmed in the alignment process to
remove the low quality bases which assisted in high quality variant calling [45]. The resulting
BAM file was sorted by coordinates and duplicate reads were marked using picard v1.40 [46].
Base quality score recalibration, indel re-alignment, recalibration were performed using
GATK v3.7-0-gcfedb67 [47,48] to output analysis ready recalibrated BAM files of mutant and
wild-type siblings. After pre-processing steps a mapping coverage of approximately 9x
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(320,805,334 reads) for the mutant and 8x (277,089,644 reads) for the wild-type sample was
attained.
Variant calling, linkage mapping, variant ranking and annotation. Our linkage map-
ping strategy will be described in detail elsewhere (manuscript in preparation). In brief, variant
calling (with genotyping) was performed on mutant and wild-type BAM files together, on all
chromosomes in parallel, using GATK-HaplotypeCaller [48] (with the “—stand_call_conf 10.0”
option) to yield two sample VCF file for each chromosome. These were analysed in two stages:
In the first stage, GATK best practices recommendations for hard filtering parameters were
used to remove low quality SNPs and indels [48,49]. Additionally, variants with genotype
quality (GQ) less than 5 and multi-allelic variants were removed. To map the region encom-
passing the SNP markers linked to the mutation–which are homozygous in mutants and hetero-
zygous or homozygous for the reference sequence in the wild-type pool–a custom algorithm
implemented in Python 2.7 and R (version 3.2.3) was used (manuscript in preparation). The
chromosome with the highest homozygosity (Fig 2A) was selected and the linked region was
determined based on the maxima of the LOESS fit (Fig 2B). In the second stage we used Var-
iantMetaCaller (VMC) to obtain high quality variants [50]. VMC incorporates annotations gen-
erated by different variant callers in a single score metric. The variant callers were samtools
“mpileup” (with the -C50 option) [51], platypus v0.8.1 [52] (using default parameters), and free-
bayes v0.9.9.2 (“-q20” option, only for SNPs with no multi alleles) [53]. Before applying VMC,
additional annotations available from the variant callers such as Shannon entropy and distance
from next variant were also added to all the VCF files using vcflib [54] and bcftools v1.3 [55].
From the final output VCF file generated by VMC, variants which were homozygous (1/1) in
the mutant sample and heterozygous or homozygous for the reference sequence (0/1 or 0/0) in
the sibling sample were extracted and annotated using the Ensembl (version 87) variant effect
predictor (VEP) [19]. Variants were ranked according to their impact rating as predicted by
VEP [19]. Variants which were found to already exist in the dbSNP database were filtered out.
Only variants with high and moderate impact rating were retained.
ChAT protein structure modelling and mutation analysis
The protein structure of the human homolog ChAT PDB ID 2fy2 [11] was used to model the
structural effect of the amino acid change using UCSF chimera v1.11.2 [56]. Structure editing
(S97R) was done using the rotamer with the highest probability [57]. Structure minimization
was performed after structure analysis (Find clashes/contacts command) with default parame-
ters. Hydrogen bonds were also measured using default parameters with the “FindHBond”
command in both wild-type and mutant structure for serine and arginine respectively.
Supporting information
S1 Video. Touch response of wild-type embryo at 48 hpf. Wild-type embryos escape in
response to touch.
(AVI)
S2 Video. Touch response of mutant embryo at 48 hpf. Mutant embryos couldn’t escape,
only twitch in response to touch.
(AVI)
Acknowledgments
We would like to thank Christiane Nu¨sslein-Volhard for kindly providing frozen sperm sam-
ples of tk64 to the EZRC; Marco Ferg, Nathalie Decker and Sabine Kaba for performing IVF;
Mutation of a serine of ChATa almost completely abolishes motility of the zebrafish embryo
PLOS ONE | https://doi.org/10.1371/journal.pone.0207747 November 20, 2018 11 / 15
Nadine Borel and her team at the ITG fish facility for animal husbandry; Victor Gourain and
Masanari Takamiya for help with the whole genome DNA sequencing; Ravindra Peravali for
recording the touch response; Sepand Rastegar for supervision and advice.
Author Contributions
Conceptualization: Swarnima Joshi, Sanamjeet Virdi, Christelle Etard, Robert Geisler, Uwe
Stra¨hle.
Data curation: Sanamjeet Virdi.
Formal analysis: Sanamjeet Virdi.
Funding acquisition: Robert Geisler, Uwe Stra¨hle.
Investigation: Swarnima Joshi, Sanamjeet Virdi, Christelle Etard.
Methodology: Swarnima Joshi, Sanamjeet Virdi, Christelle Etard, Uwe Stra¨hle.
Project administration: Uwe Stra¨hle.
Software: Sanamjeet Virdi.
Supervision: Robert Geisler, Uwe Stra¨hle.
Writing – original draft: Swarnima Joshi, Sanamjeet Virdi.
Writing – review & editing: Swarnima Joshi, Sanamjeet Virdi, Robert Geisler, Uwe Stra¨hle.
References
1. Karczmar AG. Comments to session on electrophysiological aspects of cholinergic mechanisms. Prog
Brain Res. Elsevier; 1993; 98: 279–284. https://doi.org/10.1016/S0079-6123(08)62409-7 PMID:
8248517
2. Cai Y, Cronin CN, Engel AG, Ohno K, Hersh LB, Rodgers DW. Choline acetyltransferase structure
reveals distribution of mutations that cause motor. EMBO J. EMBO Press; 2004; 23: 2047–2058.
https://doi.org/10.1038/sj.emboj.7600221 PMID: 15131697
3. Oda Y. Choline acetyltransferase: The structure, distribution and pathologic changes in the central ner-
vous system. Pathol Int. Blackwell Science Pty; 1999; 49: 921–937. https://doi.org/10.1046/j.1440-
1827.1999.00977.x PMID: 10594838
4. Maselli RA, Chen D, Mo D, Bowe C, Fenton G, Wollmann RL. Choline acetyltransferase mutations in
myasthenic syndrome due to deficient acetylcholine resynthesis. Muscle and Nerve. Wiley Subscription
Services, Inc., A Wiley Company; 2003; 27: 180–187. https://doi.org/10.1002/mus.10300 PMID:
12548525
5. Schmidt C, Abicht A, Krampfl K, Voss W, Stucka R, Mildner G, et al. Congenital myasthenic syndrome
due to a novel missense mutation in the gene encoding choline acetyltransferase. Neuromuscul Disord.
2003; 13: 245–51. Available: http://www.ncbi.nlm.nih.gov/pubmed/12609506 PMID: 12609506
6. Ohno K, Tsujino A, Brengman JM, Harper CM, Bajzer Z, Udd B, et al. Choline acetyltransferase muta-
tions cause myasthenic syndrome associated with episodic apnea in humans. Proc Natl Acad Sci.
2001; 98: 2017–2022. https://doi.org/10.1073/pnas.98.4.2017 PMID: 11172068
7. Arredondo J, Lara M, Gospe SM, Mazia CG, Vaccarezza M, Garcia-Erro M, et al. Choline Acetyltrans-
ferase Mutations Causing Congenital Myasthenic Syndrome: Molecular Findings and Genotype-Pheno-
type Correlations. Hum Mutat. 2015; 36: 881–893. https://doi.org/10.1002/humu.22823 PMID:
26080897
8. Carbini LA, Hersh LB. Functional Analysis of Conserved Histidines in Choline Acetyltransferase by Site-
Directed Mutagenesis. J Neurochem. Blackwell Publishing Ltd; 1993; 61: 247–253. https://doi.org/10.
1111/j.1471-4159.1993.tb03561.x PMID: 8515270
9. Govindasamy L, Pedersen B, Lian W, Kukar T, Gu Y, Jin S, et al. Structural insights and functional impli-
cations of choline acetyltransferase. J Struct Biol. Academic Press; 2004; 148: 226–235. https://doi.org/
10.1016/j.jsb.2004.06.005 PMID: 15477102
Mutation of a serine of ChATa almost completely abolishes motility of the zebrafish embryo
PLOS ONE | https://doi.org/10.1371/journal.pone.0207747 November 20, 2018 12 / 15
10. Wu D, Hersh LB. Identification of an active site arginine in rat choline acetyltransferase by alanine scan-
ning mutagenesis. J Biol Chem. American Society for Biochemistry and Molecular Biology; 1995; 270:
29111–29116. https://doi.org/10.1074/jbc.270.49.29111 PMID: 7493935
11. Kim A-R, Rylett RJ, Shilton BH. Substrate Binding and Catalytic Mechanism of Human Choline Acetyl-
transferase. Biochemistry. American Chemical Society; 2006; 45: 14621–14631. https://doi.org/10.
1021/bi061536l PMID: 17144655
12. Currier SF, Mautner HG. On the mechanism of action of choline acetyltransferase. Proc Natl Acad Sci
U S A. 1974; 71: 3355–8. https://doi.org/10.1073/pnas.71.9.3355 PMID: 4530306
13. Shen X-M, Crawford TO, Brengman J, Acsadi G, Iannaconne S, Karaca E, et al. Functional conse-
quences and structural interpretation of mutations of human choline acetyltransferase. Hum Mutat.
Wiley Subscription Services, Inc., A Wiley Company; 2011; 32: 1259–1267. https://doi.org/10.1002/
humu.21560 PMID: 21786365
14. Granato M, van Eeden FJ, Schach U, Trowe T, Brand M, Furutani-Seiki M, et al. Genes controlling and
mediating locomotion behavior of the zebrafish embryo and larva. Development. The Company of Biolo-
gists Ltd; 1996; 123: 399–413. Available: http://www.ncbi.nlm.nih.gov/pubmed/9007258 PMID:
9007258
15. Westerfield M, Liu DW, Kimmel CB, Walker C. Pathfinding and synapse formation in a zebrafish mutant
lacking functional acetylcholine receptors. Neuron. Cell Press; 1990; 4: 867–874. https://doi.org/10.
1016/0896-6273(90)90139-7
16. Ng PC, Henikoff S. SIFT: Predicting amino acid changes that affect protein function. Nucleic Acids Res.
Oxford University Press; 2003; 31: 3812–3814. https://doi.org/10.1093/nar/gkg509 PMID: 12824425
17. Wang M, Wen H, Brehm P. Function of Neuromuscular Synapses in the Zebrafish Choline-Acetyltrans-
ferase Mutant bajan. J Neurophysiol. American Physiological Society; 2008; 100: 1995–2004. https://
doi.org/10.1152/jn.90517.2008 PMID: 18684905
18. Chen LC, Chen JY, Hour AL, Shiau CY, Hui CF, Wu JL. Molecular cloning and functional analysis of
zebrafish (Danio rerio) chemokine genes. Comp Biochem Physiol—B Biochem Mol Biol. Pergamon;
2008; 151: 400–409. https://doi.org/10.1016/j.cbpb.2008.08.007 PMID: 18778789
19. McLaren W, Gil L, Hunt SE, Riat HS, Ritchie GRS, Thormann A, et al. The Ensembl Variant Effect Pre-
dictor. Genome Biol. 2016; 17. https://doi.org/10.1186/s13059-016-0974-4 PMID: 27268795
20. Pires DEV, Ascher DB, Blundell TL. MCSM: Predicting the effects of mutations in proteins using graph-
based signatures. Bioinformatics. Oxford University Press; 2014; 30: 335–342. https://doi.org/10.1093/
bioinformatics/btt691 PMID: 24281696
21. Tang H, Thomas PD. PANTHER-PSEP: Predicting disease-causing genetic variants using position-
specific evolutionary preservation. Bioinformatics. 2016; 32: 2230–2232. https://doi.org/10.1093/
bioinformatics/btw222 PMID: 27193693
22. Kelley LA, Mezulis S, Yates CM, Wass MN, Sternberg MJE. The Phyre2 web portal for protein model-
ing, prediction and analysis. Nat Protoc. Nature Publishing Group; 2015; 10: 845–858. https://doi.org/
10.1038/nprot.2015.053 PMID: 25950237
23. Hong E, Santhakumar K, Akitake CA, Ahn SJ, Thisse C, Thisse B, et al. Cholinergic left-right asymme-
try in the habenulo-interpeduncular pathway. Proc Natl Acad Sci. 2013; 110: 21171–21176. https://doi.
org/10.1073/pnas.1319566110 PMID: 24327734
24. Rossi A, Kontarakis Z, Gerri C, Nolte H, Ho¨lper S, Kru¨ger M, et al. Genetic compensation induced by
deleterious mutations but not gene knockdowns. Nature. Nature Publishing Group; 2015; 524: 230–
233. https://doi.org/10.1038/nature14580 PMID: 26168398
25. Dodson G, Wlodawer A. Catalytic triads and their relatives. Trends Biochem Sci. Elsevier Current
Trends; 1998; 23: 347–352. https://doi.org/10.1016/S0968-0004(98)01254-7 PMID: 9787641
26. Rauwerdink A, Kazlauskas RJ. How the Same Core Catalytic Machinery Catalyzes 17 Different Reac-
tions: The Serine-Histidine-Aspartate Catalytic Triad of α/β-Hydrolase Fold Enzymes. ACS Catal. NIH
Public Access; 2015; 5: 6153–6176. https://doi.org/10.1021/acscatal.5b01539 PMID: 28580193
27. Moynihan PJ, Clarke AJ. Mechanism of action of peptidoglycan O-acetyltransferase B involves a Ser-
His-Asp catalytic triad. Biochemistry. 2014; 53: 6243–6251. https://doi.org/10.1021/bi501002d PMID:
25215566
28. Dobransky T, Rylett RJ. A model for dynamic regulation of choline acetyltransferase by phosphoryla-
tion. J Neurochem. 2005; 95: 305–313. https://doi.org/10.1111/j.1471-4159.2005.03367.x PMID:
16135099
29. Mubumbila V, Sutter A, Ptok U, Heun R, Quirin-Stricker C. Identification of a single nucleotide polymor-
phism in the choline acetyltransferase gene associated with Alzheimer’s disease. Neurosci Lett. 2002;
333: 9–12. S0304394002009552 [pii] PMID: 12401548
Mutation of a serine of ChATa almost completely abolishes motility of the zebrafish embryo
PLOS ONE | https://doi.org/10.1371/journal.pone.0207747 November 20, 2018 13 / 15
30. Schmidt C, Abicht A, Krampfl K, Voss W, Stucka R, Mildner G, et al. Congenital myasthenic syndrome
due to a novel missense mutation in the gene encoding choline acetyltransferase. Neuromuscul Disord.
Elsevier; 2003; 13: 245–251. https://doi.org/10.1016/s0960-8966(02)00273-0 PMID: 12609506
31. Barisic N, Mu¨ller JS, Paucic-Kirincic E, Gazdik M, Lah-Tomulic K, Pertl A, et al. Clinical variability of
CMS-EA (congenital myasthenic syndrome with episodic apnea) due to identical CHAT mutations in
two infants. Eur J Paediatr Neurol. 2005; 9: 7–12. https://doi.org/10.1016/j.ejpn.2004.10.008 PMID:
15701560
32. Schara U, Christen HJ, Durmus H, Hietala M, Krabetz K, Rodolico C, et al. Long-term follow-up in
patients with congenital myasthenic syndrome due to CHAT mutations. Eur J Paediatr Neurol. 2010;
14: 326–333. https://doi.org/10.1016/j.ejpn.2009.09.009 PMID: 19900826
33. Dilena R, Abicht A, Sergi P, Comi GP, Fonzo A Di, Chidini G, et al. Congenital myasthenic syndrome
due to choline acetyltransferase mutations in infants: Clinical suspicion and comprehensive
electrophysiological assessment are important for early diagnosis. J Child Neurol. 2014; 29: 389–393.
https://doi.org/10.1177/0883073812470000 PMID: 23292760
34. Yeung WL, Lam CW, Fung LWE, Hon KLE, Ng PC. Severe congenital myasthenia gravis of the presyn-
aptic type with choline acetyltransferase mutation in a Chinese infant with respiratory failure. Neonatol-
ogy. 2009; 95: 183–186. https://doi.org/10.1159/000155612 PMID: 18797171
35. Mallory LA, Shaw JG, Burgess SL, Estrella E, Nurko S, Burpee TM, et al. Congenital Myasthenic Syn-
drome With Episodic Apnea. Pediatr Neurol. 2009; 41: 42–45. https://doi.org/10.1016/j.pediatrneurol.
2009.02.017 PMID: 19520274
36. Morey TM, Albers S, Shilton BH, Rylett RJ. Enhanced ubiquitination and proteasomal degradation of
catalytically deficient human choline acetyltransferase mutants. J Neurochem. 2016; 137: 630–646.
https://doi.org/10.1111/jnc.13574 PMID: 26871972
37. Morey TM, Winick-Ng W, Seah C, Rylett RJ. Chaperone-Mediated Regulation of Choline Acetyltrans-
ferase Protein Stability and Activity by HSC/HSP70, HSP90, and p97/VCP. Front Mol Neurosci. Fron-
tiers Media SA; 2017; 10: 415. https://doi.org/10.3389/fnmol.2017.00415 PMID: 29311808
38. Sadowski M, Sarcevic B. Mechanisms of mono- and poly-ubiquitination: Ubiquitination specificity
depends on compatibility between the E2 catalytic core and amino acid residues proximal to the lysine.
Cell Div. BioMed Central; 2010; 5: 19. https://doi.org/10.1186/1747-1028-5-19 PMID: 20704751
39. Oh S, Jeong K, Kim H, Kwon CS, Lee D. A lysine-rich region in Dot1p is crucial for direct interaction with
H2B ubiquitylation and high level methylation of H3K79. Biochem Biophys Res Commun. Academic
Press; 2010; 399: 512–517. https://doi.org/10.1016/j.bbrc.2010.07.100 PMID: 20678485
40. Westerfield M. The Zebrafish Book; A Guide for the Laboratory Use of Zebrafish (Brachydanio rerio).
University of Oregon Press, Eugene, 2nd edition.:300P; 1993.
41. Furst DO, Osborn M, Nave R, Weber K. The organization of titin filaments in the half-sarcomere
revealed by monoclonal antibodies in immunoelectron microscopy: A map of ten nonrepetitive epitopes
starting at the Z line extends close to the M line. J Cell Biol. 1988; 106: 1563–1572. https://doi.org/10.
1083/jcb.106.5.1563 PMID: 2453516
42. Andrews S. FastQC: a quality control tool for high throughput sequence data [Internet]. Available online
at: http://www.bioinformatics.babraham.ac.uk/projects/fastqc. 2013. p. Available online at: http://www.
bioinformatics.bab. citeulike-article-id:11583827
43. Li H, Durbin R. Fast and accurate short read alignment with Burrows-Wheeler transform. Bioinformatics.
2009; 25: 1754–1760. https://doi.org/10.1093/bioinformatics/btp324 PMID: 19451168
44. Kofler R, Orozco-terWengel P, de Maio N, Pandey RV, Nolte V, Futschik A, et al. Popoolation: A
toolbox for population genetic analysis of next generation sequencing data from pooled individuals.
PLoS One. Public Library of Science; 2011; 6: e15925. https://doi.org/10.1371/journal.pone.0015925
PMID: 21253599
45. Del Fabbro C, Scalabrin S, Morgante M, Giorgi FM. An extensive evaluation of read trimming effects on
illumina NGS data analysis. Seo J-S, editor. PLoS One. PubMed; 2013; 8: e85024. https://doi.org/10.
1371/journal.pone.0085024 PMID: 24376861
46. Wysokar A, Tibbetts K, McCown M, Homer N, Fennell T. Picard: A set of Java command line tools for
manipulating high-throughput sequencing data (HTS) data and formats [Internet]. Broad Institute;
2016. Available: http://broadinstitute.github.io/picard/
47. McKenna A, Hanna M, Banks E, Sivachenko A, Cibulskis K, Kernytsky A, et al. The genome analysis
toolkit: A MapReduce framework for analyzing next-generation DNA sequencing data. Genome Res.
2010; 20: 1297–1303. https://doi.org/10.1101/gr.107524.110 PMID: 20644199
48. Depristo MA, Banks E, Poplin R, Garimella K V., Maguire JR, Hartl C, et al. A framework for variation
discovery and genotyping using next-generation DNA sequencing data. Nat Genet. 2011; 43: 491–501.
https://doi.org/10.1038/ng.806 PMID: 21478889
Mutation of a serine of ChATa almost completely abolishes motility of the zebrafish embryo
PLOS ONE | https://doi.org/10.1371/journal.pone.0207747 November 20, 2018 14 / 15
49. Van der Auwera GA, Carneiro MO, Hartl C, Poplin R, del Angel G, Levy-Moonshine A, et al. From fastQ
data to high-confidence variant calls: The genome analysis toolkit best practices pipeline. Curr Protoc
Bioinforma. Hoboken, NJ, USA: John Wiley & Sons, Inc.; 2013; 43: 11.10.1–33. https://doi.org/10.1002/
0471250953.bi1110s43 PMID: 25431634
50. Ge´zsi A, Bolga´r B, Marx P, Sarkozy P, Szalai C, Antal P. VariantMetaCaller: Automated fusion of vari-
ant calling pipelines for quantitative, precision-based filtering. BMC Genomics. 2015; 16. https://doi.org/
10.1186/s12864-015-2050-y PMID: 26510841
51. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The Sequence Alignment/Map format
and SAMtools. Bioinformatics. 2009; 25: 2078–2079. https://doi.org/10.1093/bioinformatics/btp352
PMID: 19505943
52. Rimmer A, Phan H, Mathieson I, Iqbal Z, Twigg SRF, Wilkie AOM, et al. Integrating mapping-, assem-
bly- and haplotype-based approaches for calling variants in clinical sequencing applications. Nat Genet.
Nature Publishing Group, a division of Macmillan Publishers Limited. All Rights Reserved.; 2014; 46:
912–918. https://doi.org/10.1038/ng.3036 PMID: 25017105
53. Bateson ZW, Hammerly SC, Johnson JA, Morrow ME, Whittingham LA, Dunn PO. Specific alleles at
immune genes, rather than genome-wide heterozygosity, are related to immunity and survival in the crit-
ically endangered Attwater’s prairie-chicken. Mol Ecol. 2016; 25: 4730–4744. https://doi.org/10.1111/
mec.13793 PMID: 27485035
54. Garrison E. a simple C++ library for parsing and manipulating VCF files, + many command-line utilities
[Internet]. https://github.com/vcflib/vcflib; 2016. Available: https://github.com/ekg/vcflib
55. Petr D. BCFtools - http://samtools.github.io/bcftools/. http://samtools.github.io/bcftools/; 2014.
56. Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng EC, et al. UCSF Chimera—A
visualization system for exploratory research and analysis. J Comput Chem. 2004; 25: 1605–1612.
https://doi.org/10.1002/jcc.20084 PMID: 15264254
57. Scouras AD, Daggett V. The dynameomics rotamer library: Amino acid side chain conformations and
dynamics from comprehensive molecular dynamics simulations in water. Protein Sci. 2011; 20: 341–
352. https://doi.org/10.1002/pro.565 PMID: 21280126
Mutation of a serine of ChATa almost completely abolishes motility of the zebrafish embryo
PLOS ONE | https://doi.org/10.1371/journal.pone.0207747 November 20, 2018 15 / 15
